+ epithelia and adjacent CDX2
+ /VIM + mesenchyme. When these spheroids were collected, embedded in Corning™ Matrigel™ and cultured in fully defined IntestiCult™-hPSC Organoid Growth Medium (OGM), they generated intestinal organoids composed of a polarized intestinal epithelium patterned into villus-like structures, and a surrounding niche factor-producing mesenchyme. Organoids cultured for > 25 days in vitro and analyzed by immunohistochemistry and/or qRT-PCR demonstrate the presence of enterocytes (villin), goblet cells (MUC2), paneth cells (lysozyme), and intestinal stem cells (LGR5). These organoids can be further dissociated and passaged every 7 to 10 days for multiple passages in IntestiCult™-hPSC OGM. Our results demonstrated that a starting population of approximately 200,000 hPSCs seeded in a single well of a 24-well plate gave rise to 216 ± 19.7% (n=10) intestinal organoids, which could be passaged and expanded long-term (> 8 months, n=3) using IntestiCult™-hPSC OGM. Conclusions: In summary, STEMdiff™ Intestinal Organoid Kit is an easy to use kit for the derivation of large quantities of human intestinal organoids from hPSC in a highly efficient and reproducible manner. 
